[Abstract] Immunoprecipitation (IP)-Kinase assays are an invaluable tool to assess the activation status of intracellular signaling cascades within a specific cellular state and also to confirm the enzymatic activity of a specific kinase towards a putative substrate of interest.
Recombinantly produced substrate of interest
For this study, full-length murine Oct4 was cloned into a mammalian expression vector containing a T3 promoter sequence and a carboxy-terminal 6X His -TEV -3X FLAG epitope tage. 
TnT Coupled Reticulocyte Lysate Systems (Promega Corporation
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Incubate the reactions assembled in
Step A2 for 90 min at 30 °C.
4. Typical yields from coupled transcription/translation are from 50-500 ng/µl. i. Kinase (total and activated form) in the absence and presence of agonist to confirm that the kinase is active.
ii. Control IP-kinase assays using a previously confirmed kinase substrate.
Duplicate Westerns for the mock and kinase exposed samples should be run for incubation with antibodies directed to both the total and phosphorylated form of the protein.
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